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Figure 1. 



A. 



GGGGAAGATCTAAAAA NNNNNNNNNNNNNNNNNNN TTTTTAAGCTTGGGG 

^ Annealed with Primer PI 



GGGGAAGATCTAAAAA NNNNNNNNNNNNNNNNNNN TTTTTAAGCTTGGGG 

AAAAATTCGAACCCC 



^ Filling in with Klenow fragment 



GGGGAAGATCTAAAAA NNNNNNNNNNNNNNNN^ TTTTTAAGCTTGGGG 

CCCCTTCTAGATTTTT NNNNNNNNNNNNNNNNNNN AAAAATTCGAACCCC 

Cleavage with Hind III / Bgl II 



GATCTAAAAA NNNNNNNNNNNNNNNNNNN TTTTTA 



ATTTTT NNNNNNNNNNNNNNNNNNN AAAAATTCGA 

Cloning into a plasmid with HI promoter in 
reversed direction 



GATCTAAAAA NNNNNNNNNNNNNNNNNNN TTTTTA 



ATTTTT NNNNNNNNNNNNNNNNNNN AAAAATTCGA 




HI promoter 



plasmid 




lOx 



30 x 



xpected insert size 
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Figure 2. 
A. 

GGGGAAGAT CTAAAAA AATAAATGAATCAAGAACA TTTTTAAGCTTGGGG 
CCCCTTCTAGATTTTT TTATTTACTTAGTTCTTGT AAAAATTCGAACCCC 

^ Two oligos were annealed and Cleavage with 
Hind III / Bgl II 

GATCTAAAAA AATAAATGAATCAAGAACA TTTTTA 

ATTTTT TTATTTACTTAGTTCTTGT AAAAATTCGA 

I Cloning into a plasmid with HI promoter in 

▼ reversed direction 



GATCTAAAAA AATAAATGAATCAAGAACA TTTTTA 

ATTTTT TTATTTACTTAGTTCTTGT AAAAATTCGA 




plasmid 



B. 



Clone 1 



Clone 2 



Clone 




Expected insert size 
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Figure 2 (contd) 



C. 



Inhibition of Renilla Luciferase by pDHRL 




■ 1.2ug 
^0.6ug 




Blank 
plasmid 



Clone 1 



Clone 2 



Clone 3 



Different plasmid clone used 
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Figure 3. 

/ A. 



P2 N19 PI 



* Hairpin 



Hairpin and Ibray U lig^led aid 



*B# 



The cut vifh. Bra. I andbgaied to 
adopts: P3 

iiiiiiuimiiiiu 



'S/SS/SS/. 



l!ll!IIIIIIIIIIIIIIIi!ll[|ltlll[[llllll[liN!ll ■ BBBBBBBBBB 1 

P3 _ *B * 

Primer annealed to P3 



Primer 

^^^^ iiiniiiiiiiiiiiii 



IlltllllllltllllllllllllllllllllUlllltllllllll ^^^= 

Strand rqdatanenrt driven by <M9 
DNA polymerase 



*B* 



E222231HIIIHHIIIIIIIIIIIH 

WUlHIIWlIHIIlllllMlllHllllllllllll^^ i t ■ h . 3*1 m m m // m w m m ^™*^» XZZZZZZEF***'* 
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Cleavage uifli Btg I Mil leave only ihe 
9 bp loop nbetunenflie N19 pair 

ttcaagaga c 

aagttctct i vssssjm 



^vs?v^v|][miMiiMiim[iin 


'S/S/S. 


! 1 




IlllllllllllliniilllllllUllillllllllllllU 


'SSSSS. 


1 
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Cleavage viii Sn\a I andBfg I, Kenlowfreaimeni, fixation, and 1 deavagewfli Hind mufllfcga end 

Ihen BamH Inreainieni vSR leave a gate cohensxve end 

gatcccc i i ttcaagaga i i tttttggaaa 

cracr i n aagttctct i i aaaaaccttttcga 

J- 

Sub timing into a vector vifb HI promoter 



B. 

PI: TTC AAG AGA 

P2. AC A AAG CTT TTC CAA AAA 

N19: NNN NNN NNN NNN NNN NNN N 

Hairpin: CAC ACG TGT CTT CGA ACA CAA TGC TAA TCT CTT GAA 
P3: AGC TTA CTG CAC CC GGG GAT CCT GTT 
Primer: AAC TGG ATC CCC GGG GTG CAG 
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A. 



P2 N19 PI 



! Hairpin 



Hairpin and Ibraxy is tigated aid 
flue nltdh vifli Klauw 



wss/ssssss. 



■ 



The ait uifli Btra. I and tilled to 
adopts P3 

iiiiiiinmiiiiii 



WS////S. 



■ 



P3 _ *■ * 

Primer annealed to P3 



Primer 

e>w>vw iiiiniiiiiiiiiiii 



iiiiHiiiniiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiiii 



Strand replacement drivei hy 0>29 
BNA polymerase 



I 
■ 



^^^^liiniiiiiiiii mi 
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Cleavage utih Bee R land Bgl II to ■ 
insert "five H 1 promoter 9 

i wMroy/y 



p^^^giiiiiiiiiiiiiiiiiiiiiii 




1 




liiiiiimiiimiiiiiiiiiiiiiiiiiiiNiiiNii 


'S/SS/. 


1 



Cleavage uit Suva I and B*£ I, Kenlcw treatment, fixation, and ■ _ Cleavage uafli Hind mvintcga end 

ihai BamH Itreiimeni v£H leave a gatt ccthenmne end 



gatcccc i — i ttttt , t 1 1 tttttggaaa 



] aaaaa [ H l promoter J t i aaaaaccttttcga 



Sub elating into a vector uifh. HI promoter 



B. 

PI: TTTTT G GAT CC 

P2. ACA AAG CTT TTC CAA AAA 

N19: NNN NNN NNN NNN NNN NNN N 

Hairpin: GGG AGATCT TCG CTT CAA CGA AGA TCT CCC GGA TCC AAA AA 
P3: AGC TTA CTG CAC CC GG G GAT CCT GTT 
Primer: AAC TGG ATC CCC GGG GTG CAG 



